The liver plays a central role in metabolism. Although many studies have described in vitro liver models for drug discovery, to date, no model has been described that can stably maintain liver function. Here, we used a unique, scaffold-free 3D bio-printing technology to construct a small portion of liver tissue that could stably maintain drug, glucose, and lipid metabolism, in addition to bile acid secretion. This bio-printed normal human liver tissue maintained expression of several kinds of hepatic drug transporters and metabolic enzymes that functioned for several weeks. The bio-printed liver tissue displayed glucose production via cAMP/protein kinase A signaling, which could be suppressed with insulin. Bile acid secretion was also observed from the printed liver tissue, and it accumulated in the culture medium over time. We observed both bile duct and sinusoid-like structures in the bio-printed liver tissue, which suggested that bile acid secretion occurred via a sinusoidhepatocyte-bile duct route. These results demonstrated that our bio-printed liver tissue was unique, because it exerted diverse liver metabolic functions for several weeks. In future, we expect our bio-printed liver tissue to be applied to developing new models that can be used to improve preclinical predictions of long-term toxicity in humans, generate novel targets for metabolic liver disease, and evaluate biliary excretion in drug development.
Introduction
The liver plays a central role in metabolism. Most metabolic functions are performed by hepatic parenchymal cells, which comprise about 78% of the liver [1] . Many previous studies have described in vitro human liver models [2] that comprised two-dimensional (2D) or suspension cultures of human primary hepatocytes. However, those models typically lost function rapidly [3] ; therefore, drug discovery research is lacking a model capable of sustaining liver function over a long period. In particular, there is an extremely urgent need for models that can stably sustain drug metabolism function to enable in vitro predictions of drug hepatotoxicity and metabolite production in humans, which occur with long-term compound exposures [4, 5] .
Several models capable of maintaining drug metabolism function for long times are known, including a micropatterned model [6] , a 3D model based on transwell cultures [7] , a spheroid 3D model [8] , a model constructed with scaffold-free 3D bio-printing [9] . Among these models, the micropatterned model could recapitulate, to some extent, the appearance of liver toxicity [10] and metabolite [11] predicted in clinical trials conducted in collaboration with pharmaceutical companies. Thus, compared to other existing technologies, the micropatterned model is considered to represent a relatively high level of technology.
Glucose and lipid metabolism are two important metabolic functions in the liver. Diabetes, obesity, and non-alcoholic steatohepatitis (NASH) are known metabolic diseases that involve the liver. A human liver model that maintains the functions related to glucose and lipid metabolism for long times could be used to construct an in vivo-like human disease model. That model would be expected to contribute to the generation of novel drug discovery targets. Among existing technologies, the micropatterned model can maintain regulated glucose production for a long period [12] . In addition, it was used to construct an insulin resistance model with long-term glucose stimulation [13] . As described above, the ability of the micropatterned model to sustain glucose and lipid metabolism functions for a long time have made it a useful technique for constructing a human disease model.
Another role of the liver is bile secretion. Although a sandwich 2D model is often used to predict biliary excretion, its function is only stable for short durations [6, 14] . Moreover, its predictions of human hepatotoxicity [4] and metabolite [5] production are inferior to those of the micropatterned model. Yet another model has combined the micropattern and sandwich model approaches, it is not quantitatively accurate [15] . Therefore, a novel human 3D biliary excretion model capable of quantifying metabolites in secreted bile is highly desirable.
In the present study, we aimed to establish a method for stably producing small portions of human liver tissue with 3D bio-printing technology. In future, this unique human liver model could be widely useful in drug discovery research applications, such as safety, pharmacokinetics, identification of new drug discovery targets. 
Materials and methods

Spheroid formation
3D bio-printing and culture
To produce functional 3D bio-printed liver tissue, we used a scaffold-free 3D bio-printer, Regenova® (Fig. 1) [16] . We constructed liver tissue with 9 spheroids, which were automatically selected and skewered onto a 9×9 needle array (NA1002, Cyfuse Biomedical). Spheroids skewered on the needle array were cultured in a perfusion chamber (VS0101, Cyfuse Biomedical) for 4 days. After the spheroids had fused to form liver tissue, the tissues were removed. Each of the tissues produced was placed in a screw-cap vial with 1 ml of culture medium and cultured with moderate rocking or shaking for more than 2 weeks.
Microarray analyses
Microarray (Agilent array) analyses were performed at Takara Bio Inc.
Gene expression analyses
Total RNA was extracted from tissue with TRIzol reagent (Thermo Fisher Scientific) and purified with the RNeasy 96 Kit (Qiagen). cDNA was synthesized with the PrimeScript RT reagent kit (Perfect Real Time, Takara Bio). Real-time PCR was carried out with the Power SYBR Green PCR Master Mix (Thermo Fisher Scientific), according to the manufacturer's instructions. PCR amplification was conducted on a StepOnePlus Real Time PCR System (Applied Biosystems). The primer sequences for human CYP3A4 were: 5′-TTCAGCAAGAAGAACAAGGACAA-3′ (forward) and 5′-GGTTGAAGAAGTCCTCCTAAGC-3′ (reverse). The primer sequences for human GAPDH were: 5′-AGAAGGCTGGGGCTCATTT-3′ (forward) and 5′-TGGACTGTGGTCATGAGTCCTT-3′ (reverse).
CYP3A4 activity determination
CYP3A4 activity in tissue was determined with a P450-Glo CYP3A4 Assay (Promega). A standard curve was generated with D -luciferin (Promega). The luminescence was measured with a Fluoroskan Ascent FL (ThermoScientific).
Glucose production assay
Bio-printed liver tissue (day 77) was washed three times with serum-free medium and incubated with the same medium at 37°C in a CO 2 incubator. After the tissue was washed three times with glucosefree medium, insulin (10 μM) was added to the tissue medium and incubated for 1 h at 37°C in a CO 2 incubator. In addition, tissue glucose production was measured by adding dexamethasone (Dex; 500 nM) and 8-(4-Chlorophenylthio)adenosine 3′,5′-cyclic monophosphate (8CPT-cAMP; 100 μM) to the medium and incubating for 24 h at 37°C in a CO 2 incubator. The glucose concentration in the medium was quantified with the Amplex Red Glucose/Glucose Oxidase Assay Kit 
Construction of bio-printed rat pathologic liver tissue
A Zucker fatty rat (male, 11 weeks) was purchased from Charles river. Construction of bio-printed rat liver tissue was basically carried out according to the methods described in Sections 2.1 and 2.2 above, except that the hepatocytes were derived from the Zucker fatty rat. On day 23, the structure was stained with hematoxylin and eosin (HE) and Oil-red O. Tissue staining was performed at Genostaff.
Bile acid secretion assay
The bile acids secretion in the medium were measured using the bioprinted liver tissues on day 24 for 3 days with the Total Bile Acid Assay Kit (Cell Biolabs, Inc.). The absorbance was measured at 405-620 nm with a MULTISKAN FC (ThermoScientific).
Tissue and immunochemical staining
Tissues were stained with HE, Masson's trichrome (MT), and oil-red O; labeled with TdT-mediated dUTP nick end labeling (TUNEL); and immunostained with antibodies against multidrug resistance-associated protein 2 (MRP2; Abcam), the endothelial marker, CD31 (Abcam), and organic anion-transporting polypeptides (OAT2/8; Novus Biologicals). All these assays were performed at Genostaff. Fig. 1 is a schematic of the fabrication of 3D bio-printed human liver tissue. On day 0, primary hepatocytes were plated in low-binding, 96-well plates and cultured for 3 days. On day 3, spheroids that had formed were collected, and skewered onto a 9×9 needle array housed in the 3D bio-printer (Regenova). Skewered spheroids were cultured on the [186] [187] [188] [189] [190] [191] needle array in a perfusion chamber for 4 days. On day 7, spheroids had fused to form liver tissues; these tissues were removed from the needle array and cultured for about 2 weeks. Thus, at about 20 days after cell plating, 3D bio-printed liver tissues were ready for use in experiments.
Results
Fabrication of 3D bio-printed human liver tissue
3D bio-printed liver tissue displayed a wide range of long-lasting liver functions
To test bio-printed liver tissue gene expression levels comprehensively, we performed microarray analyses. We compared gene expression in bio-printed liver tissues on day 22 with that of hepatocytes on day 0. These comparisons showed similar levels of expression for most genes related to key liver functions, including genes related to the metabolism of drugs, glucose, lipid, and urea, and genes that encoded transporter and serum proteins (Table 1) . These results suggested that bio-printed liver tissue could maintain extensive liver functions for a long time (2 weeks).
3D bio-printed liver tissue showed long-lasting CYP3A4 expression and activity
To evaluate whether the detoxification function of bio-printed liver tissue was sustainable, we investigated the time course of CYP3A4 mRNA expression and CYP3A4 enzyme activity. Generally, it is wellknown that, in 2D hepatocyte cultures, hepatic gene expression is lost rapidly, within the first few days. However, in bio-printed liver tissue, CYP3A4 expression had gradually increased from day 3 to day 20 ( Fig. 2A) . The maximum expression on day 20 was at the same level as the expression observed in hepatocytes on day 0. Furthermore, in bioprinted liver tissue, CYP3A4 activity was stably maintained after day 21 (Fig. 2B) . However, the maximum activity was reduced to 57% of the activity observed in hepatocytes on day 0. These results suggested that bio-printed liver tissue could maintain drug metabolic functions for at least about 50 days.
3D bio-printed liver tissue maintained various long-lasting metabolic functions
Bio-printed liver tissue showed relatively high expression levels of genes related to gluconeogenesis and insulin pathways (Table 1) . Therefore, we investigated whether cAMP-induced gluconeogenesis was inhibited by insulin in bio-printed liver tissue. We found that insulin clearly inhibited cAMP-induced glucose production in the liver tissue (Fig. 3A) .
Almost all bile acid transporters that we investigated showed high expression in bio-printed liver tissue (Table 1) . Therefore, we investigated bile acid secretion from bio-printed liver tissue. We found that bio-printed liver tissue secreted bile acid into the medium, and the secreted bile acids accumulated over time (Fig. 3B) .
We then investigated genes related to fatty acid and lipid synthesis. We found relatively high expression in bio-printed liver tissue (Table 1) . We also investigated hepatocytes from Zucker fatty rats with nonalcoholic fatty liver disease (NAFLD) to determine whether bio-printed liver tissue could maintain a pathological condition for long periods. On day 23, we observed abundant oil-red O staining (Fig. 3D) among cells confirmed to be viable (Fig. 3C ) in bio-printed liver tissue derived from Zucker rats with NAFLD. These results suggested that 3D bio-printed liver tissue could maintain for long periods the same glucose metabolism, bile acid secretion, and disease conditions that were present in the donor animal models or humans.
Scaffold-free 3D bio-printing induced self-organization in human hepatocytes
We performed histochemical staining in bio-printed human liver tissues. We identified liver-specific cord-like structures and two nucleicontaining hepatocytes on day 50 (Fig. 4A) . Immunohistochemical studies revealed that these structures expressed a hepatic bile acid transporter known as MRP2, which is typically expressed on bile duct cell membranes (Fig. 4B) . In addition, we observed blood capillary-like and sinusoidal-like structures that expressed CD31 (Fig. 4C) . Little apoptosis was observed in bio-printed liver tissues, even on day 60 (Fig. 4D) . The surface of the tissue exhibited strong positive signals for OATP1B1 and OATP1B3. These transporters are typically expressed on the sinusoidal membranes of hepatocytes (Fig. 4E) . The MRP2-positive signals were found mostly inside the tissue spheres, but few signals were observed on the outer layer of the tissue (Fig. 4F) . Also, abundant collagen deposits had accumulated in the tissue (Fig. 4G) . These results suggested that this scaffold-free bio-printing technique performed with the Regenova and hepatocyte spheroids could produce liver structures with durable functions. Furthermore, these tissues exhibited both self organization and extracellular matrix (ECM) production (e.g., collagen), which are thought to contribute, at least in part, to effective liver function.
Discussion
In this study, we used the scaffold-free 3D bio-printer, Regenova, to construct a novel liver tissue-like model with drug, glucose, lipid, and bile acid metabolism-related functions useful for drug discovery. Although many liver models have been described to date [2] , our liver model is unique in its wide range of metabolic functions.
As shown in Table 1 , the bio-printed liver tissue expressed transporters and enzymes related to drug metabolism at levels equivalent or higher than those observed in day-0 hepatocytes. Moreover, we estimated that these gene expression levels were similar to levels reported for existing technologies, such as the micropatterned model [6] . Currently, we are conducting drug toxicity tests and metabolite evaluations with commercially-available compounds. Moreover, we are also evaluating the ability of bio-printed liver tissue to reproduce clinically-confirmed hepatotoxicity and metabolite production, compared to existing technologies, such as the micropatterned model. Among the genes listed in Table 1 , we observed relatively high expression of glucose and lipid metabolism-related genes in bio-printed liver tissue. We then demonstrated that glucose production from bioprinted liver tissue was increased by enhancing the cAMP / PKA signaling and inhibited by enhancing insulin signaling. These results indicated that glucose metabolism was correctly regulated in fasting and satiety conditions. Generally, when fasting, glucagon stimulates the cAMP/PKA pathway in the liver to promote glucose production. On the other hand, after eating, insulin inhibits this pathway in the liver to reduce glucose production. When we evaluated liver tissue on day 77, we measured glucose released into the medium. The amount of glucose released increased with a cAMP-stimulating reagent and decreased to basal levels, when insulin was added with the cAMP-stimulating reagent. Thus, bio-printed liver tissue retained regulation of glucose production, even after culturing for 75 days or more.
When we tested pathologic NAFLD hepatocytes from a Zucker fatty rat, we found that bio-printed pathologic liver tissue retained the appropriate pathology. High lipid content was demonstrated in bioprinted pathologic liver tissue with oil-red O staining, and strong staining persisted at least until day 23. Therefore, the bio-printed liver tissues could maintain both normal functions and a pathological condition for long periods.
Currently, drug discovery studies in diabetes widely use primary cultured hepatocytes derived from normal or pathological animal models, However, a functional human liver tissue model that is sustainable long-term is likely to exhibit responses closer to those observed in the in vivo human environment. Therefore, the effective use of bio-printed liver tissues for drug discovery studies could contribute to the generation of new drug discovery targets and drugs.
As shown in Fig. 4B and C, bile duct-like structures and sinusoid vessel-like structures were found in the bio-printed liver tissue. We did not add sinusoidal endothelial cells or bile duct epithelial cells at the time of constructing the bio-printed structure; therefore, we assumed that these structures were derived from heterogeneities in the commercially-available primary cultured hepatocytes. Furthermore, our immunohistochemistry results showed that OATP1B1/1B3, which are known to localize on the vascular side of hepatocytes, were mainly localized to the surfaces of bio-printed structures (Fig. 4E) . On the other hand, MRP2, which is known to localize on the bile duct side of hepatocytes, were mainly found in the internal layers of bio-printed structures (Fig. 4F) . Interestingly, the bio-printed liver tissue could secrete bile acid into the medium, and it accumulated over time (Fig. 3B) . These results suggested that bio-printed liver tissue might exert functions in the following order: (1) drug uptake, via OATP1B1/1B3, (2) drug metabolism with phase I and/or II enzymes, and (3) metabolite excretion, along with bile acid, via MRP2. In the latter stage, it remains unclear whether bile acid was secreted into the medium exactly through the bile duct. We plan to examine this point further in the near future.
In conclusion, we showed that bio-printed liver tissue could maintain functional metabolism of drugs, glucose, lipids, and bile acid for long periods. Little is known about the long-term maintenance of functions related to glucose production, lipid metabolism, and bile acid secretion. Bio-printed liver tissue is unique in its ability to maintain these features for several weeks. Therefore, in future, bio-printed liver tissue might be put into practical use as a preclinical model for hepatotoxicity predictions, in vitro NASH and/or diabetes studies, and biliary excretion studies. Further we also plan to develop two novel drug discovery models. One model will comprise bio-printed liver tissue composed of co-cultured human Kupffer cells and hepatic stellate cells. We expect that model to exhibit drug responsiveness close to that of human liver [17] . A second model, constructed by combining bioprinted liver tissue with a microfluidic system, will reflect the interactions between multiple organs [18] [19] [20] [21] [22] .
